(lS)B*Bftttft (JP) (12) & |g 4$ ^ $g (A) (ll)tttttfWftBW* 
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(21)ffiH#^ 


ftBI¥9 -283042 


(71)ffiSA 


591063394 










(22)mKB 


9 ^(1997) 9E30B 




3TB 18#22# 






(71)WeA 


390037006 
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C7Z>SHB* 


<nk aft 








^^mm««il5?S^»r«l«ll308-19 
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JIID S- 






















(74)ftSA 













(54) ismo&m U7;^^AiftfflpcRSK±sHcva^osi^*^mc-entffl^en5^5'fT-R 

(57) (flOE^T) 
[PHI] HCVOffiftK, IB, *ofSfflP5r«!ISffi^ 

[ g?&^& ] ftJ&flSSffiakO 3 *>W&th 1 5 SrU 
1 3 7 JS**^*!!*!!*^** U -d? ? FT' 
J>4. flPi^«iffiPCR&t3«l:4HCV5t^0ffl£ffl7 

flP^PttffiPCR&tiSHCVa^ 

$*u>, w^rttajpcRffitiiHcva&fagfflr 

n-7*. 



1 

imxm 1 3 iwmowmm i x-mtihrnmrnn 
co o hmtth i sm&u 1 3 ii&mfrt>fchi3Mw. 

m^4*U=0??M-f FT'J>4. VTWJA.® 
Hi P C Rfcfc i I, HC v®fg^«^*:#>£ffl^ix 
4 7* 1 7-Kffl!]7°7-f-?-. 

[ if 2 ] tin u rf^ ? h (i . im^e 
^^2^$ft4iisai5>j£iH-4i im-frh&h 

m*m 3 ] mmcomm^ 3 -e^^iMgitfii 

C00t>mm-Z 1 5&£&^L3 9i&g5&^j£4&gffi 
?fj £ W-f £ * 'J 3* ? YX'fo 4 . >J T;l^ 4 A$ 
ft P C RSt; i 4HC Vitte^M^^Uffl^ *>il 

mim^ ] mm u * ? v*+ wm<?m 
ii*JS3iem^7°7-f7- 0 

mirth* v*??^** viz* vx—?-m:&m 

y f-* -mtm t wi-coru-fi.zi&is § fir v> 4 *§ 

MSft. ME?xy^-®^S^-cDTn-7't 
fiX vfrv ^ttJBtti^MattSj&WlW $ fifcn fc *> 

■c**. imw^r A^tbPCRffitiSHcvsfe^ 
[iftftis 6 3 mi* u ^7 ? k (i. bh$ds 

>%m&mx-$>mm5x&6m®cr>Tn- 

[fS*S8 3 »*Bl»42e«07*'7-K«r5 

MW+oM&t^* HC Vjt^F*«Sfc LTi£K¥P 
thzt . Mt&im^H c vilfifFioaJE* 

85. 

[000 13 

pcRifetiicssum^^ <«m«k;b^-c 

r hc v j k^o) «»ej^tffc**ifcfflv^*i4 
75^ -7-atfro-:/fc:H , t4. 
[00023 



( 2 ) #fl¥ 1 1-1 0 3 8 9 9 

2 

aj«, «?PCR (RT-PCR)tefc.fcOfPfcMl 

•0*4. zcoirma. (i) jh«*»^rna (hcvji 
fE^iiRNAT£>4> comm. (2) JfiJtiU:RNA£$& 
Mk-T^cDNA^jS, (3)lstPCR(Z<J:^ti1i. (4)2 
ndPCR£ J: him (®B&±if&*:Mzmfflt2mf 
%0 (nested PCR) ) % (5) Tt}V-Zy)VWmM. 

(6) T-fumt^?. sxmzxmitchixx^h, 

^RT-PCRfckSouthern#ffi£M^;b-£ 
RT - P C RSouthernft-Cl*» RNA igS-f 4 £ t 

io timer**. 

[00033 

imimmtxobi-mm] Hcvm-f^it 

■CSS-Cft*. LfrLfctf^ ±ie<7)RT-PCRSX' 
tt, tH««W t f , OHCV*l(iaj-C&&fc^«t*i 
k(it'#'5rt\ tK. RT-PCRSouthernffili. 

Lx^mm^y^-mxrmhtixh o . -®ob#^ 

[00043 t&iX. H C V* Ki&K 

•CjEWt, fro. IMIt»&*-4#«tll« , t4i4:T 

[00053 

4UT;^^fAttajPCRffi (Proc. Natl. Acad. Sci. 
USA, Vol. 88, pp. 7276-7280, August 1991, Biochemi 
30 stry; ^¥6-50 00 2 1-^^) fcfflVvtHCV 

5flrif^fc*ife. LfrL=5:fr%. m*&y°74 
yu-7coWS.\^L\z&^X\i. WfecomgRV/X 

izmmz^x&i* Li«w£-cs«rv\ f i-c, iex 

k C J: 9 U T;U^ 4 A&tfj p c RffiSJH^T^JIWcflHS 
Kv^WRtttioTHCVtiE«t3eJM-4Cfc 

[00063 i-%b*>. *ami* mmnmm*i 
40 x'^s tih mm\co o hmm-t 4 1 5 ^37 

4. yr^-fAftffipcRatj&Hcvitfci^ay 

4. *wm. mmmcow<im3X'*ztim 

m9ito?*>m*tl 1 5<S*=SrV^L3 9fi«*»4>rit4 

mmitti-htv m?v*+YX'hh , ur/^ 

A^ffiP C Rffit i 4 H C Vit^Ptf)«!lj£<Ofctf>fcfli 
V^fL4U^'-^PJ7°7^-7-^^ft-t4. * 
Wffli. ffi?iJ^IE^J#^5-C'^$ii4iSSil^d*> 
50 3Igg-T4 1 5JgS^V^L4 l^Sfr^«4igSffi?lJ^^ • 



3 

-&%ma. mvx-t-mmmmmi^y^ 

-m&mt ®~<?>?n-7 KSteSfiT v »*«^(cji 
£*rC ir vflri ^Tiimft&JgfrWJ £ iift v ^ cot 

5 . u rn^ >f p c Rmzx h h c va^p^sa 

-Ufc«£*4£fc tttBSR+^HCVJtfiS 
[0007] **»&7 * 7- HffljT 5 >f E^IJ 

fWfcWHH- l T^SfiSiSgffiflltf) a *>a$rri> l 5 
Jg£&^L3 7igg, ff*t<ttl5fflKr^tl9« 

W^a^ttW-ft 1 SfflHr^L 1 982. ftfc, KM 
##2fc*;3*l4, 1 7ffi^&A£S££&|**r?* 

*SS£Htt. HCVtVA?)3&13 0#S?)7?I^ 
(OTs ri30nt j <0i3tlB«>~14 6n 

ttffla-f* &i3, hcvtVao&SHI 

K? (tt^*rC* 0 , Kato N. et al., Proc. Natl. Aca 
d. Sci. USA1990; 87:9524-9528 KEBcttVO**. 
[0008] *%Wco 'J rt-zmry J EH* 
<0EH#^3T'*$*i£>£*E^3 ^JiM^S 1 5fi 
S£^L3 9igS, #?£L<iil 7ig££V*L2 1JS« 

jw>j*4«0HEWfc#*4* u ? Yxhh . 

Ztit><7)o*>. 8r(ciffiU>ifl>i:l/t, iE^J##3tc 
S^attf* 1 7S3E5ri^2 Wfc, E^j#-f 

4fc^?sn4. 1 9um^&L%>®mm^thi><n 

ZWftZ.k.ifiX*%h. Wm^AX'mZtihM 
mWM\±. HCV^rVAc7)2 7 2-290nttA>f7' 

[0009] *»gj*>7 , P-7'li, -XV -3*9 V** H 
fcaBIW41 5S£3:HL4 liiS. *?£L<I41 9ig 

a^r^L2 3«s, *>&j&&tt2EH*:rr&. k*u 

a%3MW« 1 9fiS*r^L2 3i§S, tffc. E*l#* 
6 -e^SiiS 2 1 Wi C 2: 



( 3 ) ftB8¥ 1 1-1 0 3 8 9 9 

4 

S. fcts. Efl##6T^$ftS«2IE#l»iHCVyy 
A(0148nt~l 6 8nttffl3-fSt<0'C'*S. & 

XI-SHCVitfe^^SttJi, ±£7*7-F«7 , 5>f 
7U^>f 2»LTHKfflILT 
3BWc£l6*fT$:3*£fctt, 7*7-FM7" 

[0010] «KHK-^-«3tfi3W4, Kl/#-^- 

Qttmxwsmmzti* tmtxy+v-m&m 
t m-aru-yizm&ztix ^^mtiistmrn 
tfflfflZii%^i><nxhz>. vx-?-m&Mbl.x 

14, FAM (6-A)l#*is-7)U*UvtJ >) COX 
LTii:, TAMRA (6-^#df^- 

**L*fflvi*i t&x $ hi. vx-t-m&mmf? 
^y^-m^m^^mamzm^m^K 
mm. 7u-7<7>*y3z9v*+YW)-m (mi 
<{45' *ss) fcnif-^Ha3iefi«**, «c/iy 

e et al., (1984) Nuc. Acids Res. 12:3387-3403&tfl 
yeretal., (1990) J. Am. Chem. Soc. 112:1253-1254 

30 [0011] *fHH»*ffitri4. JJB*»«<07 * 7- 
F«7"5>f v-i: , ±is*^o y^'-T-ffliir^-f 7- 

t^HCVitfs^Sr^MiL'CiSte^PCR (RT- 
PCR) ^ff=SrV\ KJCJS^^f)^^^ y T)VSA MZ 

Wfcth. iwur/^ >fA*m pc RifegfWi4Mart 

[0 0 1 2] BSi, M^HCViORNA, ±fB7*7 
40 -K@|T7-fV-, y^'-xM77-f-7-^_hfE7°o 

S:iW-fSt(7)) , dATP, dGTP, dCTP, dTTPSr^tf?^ 
SriBSLTff^o^ dnPtft^T, dUTP£flfl\ *?yi/ 
^-N-/'j3y7--fe' (UNG) ijDiSifcCi 
0> filfllOPCR^*^c7)?t B t ADNA^j»i-|, l Ii: 

WKI^StiTV^. WttSRfctTtt. HCV 

itfJOl^^ftffl-Cfti. HCV«)RNA<0|IWi. fl£ 
50 3|W)RT-PCR<0«-&fcHttfc:tT*^ii:35«TS, T 



( 

5 

iSHft Wfc *> ft*WWBBS fit ^ 4 . 
[0013] RBTtt, HCVCORN AZMM t 

UcDNA^^. 3C^T. ^<7)cDNA££SM 
fcLTPCRfcJ:"5DNAOiJI«MBS*. JSKDNA 
ti. ±fexn-XfcffiffiW&M$£-£/lt^4<>>T:\ X 

D-r«-*»R»«iiMiD n a(c/w xy x-r x-r 
ro-x#^:£tA>rxyx>rxLfc#m\ rn 

-X*^ W 7 U X4 X LT V^-^&D N A fc t 
4#£#ig#4i:, DNA*y*5~ tfflxafyjr^u 
7— tfJStttc J: 0 7o-/i« 5 ' 5fdBfflfr£Jll*#»3 
ii4o Xn-Xtf):ty=Of7M-?-F 

ti. DNA*)iWRjMB&£Wt\ Xn-XliDNAfc: 

; w x y x>f x-t-r . t d n a-k y ^ 5— c ± ^ 
[0014] **«<o*trctt, ajiasiesr y 7;i^ 

*4£i:fcj:9. IW»W+WHCVRNAWjat«e 

*m?ZktfX'Z&. JO&ttWfctt, Witf, hc 

V R N A £#£&^*#-f P-;HCiS»t&# 
3-1 AO w»3te5HK^)il» 

sue?) 1 om^wffli: i/cassu amxtfznmm 
&im 9 mew* z. 1 1 j 0 . jEwtsHats 

f4*OHCVRNA£^PJ^4-fctfT'#4. tfc 



) ftUm 1-1 0389 9 

6 

WM«W<0HCV<0RNA»<0*ffl«»t«B(| 

w%8mmi&zk£m±£<?) 4 ft*** im 

CJ:0W«W+tf)HCVRNAO*tSaiW&t4i 
t**T#4. lot, *^c7)^rffitJ;ii(f. ffcfc^R 
T-PCRiOioC, PCR&fcS^&i&SrfT&oTii 
H£f)3^4 JWiWFSt* 0 , *»ttt«-C* 4 . 
[00 15] 

) [ ntm ] OTs *««w*iaiwt=a^s <£ 0 

WJfti . toH, *JKW4TKWI0lt:lRjeSit4 

[0016] ami 

(1) 

E5«j##2t:s§ii4 1 7«afe&»^ift4iaa6i»a*^rr 

6 1 7me r^>J ^DNAift?^L. 7*7- F 
{g!IX5>r-?-2: Lfc. I2#g#4t*$ft4 1 9 
ffiE*>&&*fflffiH*3r*-* 1 9me r<7>*U rfDN 
Afc-rtJ^jfcU yA*-^il7-7^v-i:L^. 
I [ 0 0 1 7 ] (2) Xa-XflPHK 

iSfa#^6(c^s*i4 2 i«a»»^i«4fflaffi?!i*#t 

4 2 lme rCO^'J rf DNA£fl^£l£U:. £<Z>*U 
XDNA05' *SBfcFAM£, 3' *StTAMRA 

[00 18] (3) ^RNA^PS 

hc vagus' flHWfc*tr:r?*$K?fc*pCii 

5(J. Virol. Vol. 66, p. 1476-1483, 1992) ££&SfcL 
TT7^y tfti 0 1 7 6 2«3feORNA*^jS 

U 5.04 x 10Bj&>^5.04 x 10°3e-/,u 1 iTl 0f& 

[ o o 1 9 ] (4) Kmcomm 

±fe7°7-f V- s 7n-X&t/Perkin Elmer TaqMan EZ 
RT-PCR Core Kit (ffi n a n£, Perkin Elmer^M) SrfflV^ 

T . Km* a-X 1 "9 , TIE^ 1 fc^tRiSift*: 

MUUfc. 
[0020] 
[«13 



( 5 ) mffl¥ 11-10 3 8 9 9 

7 8 





U 1) 


vtmm 


DEPC* 


17.93 




5X TaqHan EZ Buffer A 


10 


11 


10 eM dATP 


1 


200 uM 


10 mH dGTP 


1 


200 nU 


10 mH dCTP 


1 


200 |iM 


20 mH dUTP 


L25 


500 fiM 


15 MM7*y-Hfia^7-rv- 


0.66 


200 dM 


15 tfMU/X-XH^-fV- 


0.66 


200 DM 




5 


300 OM 


rTth DNA #'J * ?-i?(2. 5 U/ mD 


3 


7.5 D 


AnpBrase(i8ifi^) UNG (lU/ml) 


0.5 


0.5 D 


25 M Hn(OAc), 


6 


3 mM 



[ 0 0 2 1 ] (5) U T)V? A P C R * PRISM 7700 Sequence Detection System ( . Perk 

Perkin Elmer MicroAmp Optical Tube (Maa%, Perkin in ElmerttM) fc-fe-y h U OT<0&f1 1 "C&fE£?T$:o 

ElmerttS) 1 0 , ±IEK£>&S: 4 8;/ 1 ft*, fc. PC R*)#1M L^-* * 

*itJJE«»ftnte*RNA»iii2jui^tsanL/i. 20 wmL*:. 

Jf-vv 7° (Perkin Elmer Optical Cap) tUfcft, ABI * 

fiT.DNAWUNGfciS^JHRiS 5 0°C, 24MSI 

SSS^Ifg 6 0°C. 3 0»HI 

UNG^jg 9 5'C, 5 4MB 

PCR 9 5°C. 2 0»H 
6 2^C, I4ria 

i<OPCR^^;W45 30||'5jBLfc. « [0 02 3] 3SttM2 

[0 0 2 2] (6) £31 (1) SS^HCVRNA^fJlllJ 

-»m tmznmz. mmm^mt^wm^b^xr cwm&mntomz 200^11^ s eP aGene wr-Rotf 

14. f#fl+OHCVORNA03tf-i5c (KBHLhlE*) ») 30 0 /x 1 . 2$ (llfftt) 3 0 0^ 1 *flH;lt#P 

£olz2v l fflv^^T. ±lffift£ (nt-A DO U 3$ (ttfflJPJ) 6 0 Oju l £fln;t 1 0#ltHffT»- 

2fg) ofg&g&#£*?-. 0 1 j; o , tna^s^ 2 oxrc 1 o^ratiB ut. 12000 xgti san&fr 

3ME(c»ifcl4£6it=fir^*«. a*tM?/U»*iiS'4i: I3»S8L 12000 x g ?2 04HB*frU:. &^t\ 1 

ffi^^mtiSJirr & - £: fthfrh „ ^ LT . ^ Off mli07 5%x^y -;H? 2 L, 2 O jrz 1 ODTT 

3i^^a*^iiitt%* h *h ?ji4kimmm*<r> . RNase asaunD epc *!si*-c»ib u we* ? 

H C VCOR N A =? tHBrt^l V I t tfihlfi ~ 8 Or?«# Ufc. 

So ifc, JJEUr^-fAPCRtfeV^, HCVO [00243 UttWlfc^trn-A T7-fV-£ffl 
RNA^M^«^^oitMf^3y 40 V\ H^JlhlHltffl^SJEtM^PMUCo Perkin E 

r-o-/l*93~l 5+M?/HCfcltl>M3£®J£0^fi« Imer MicroAmp Optical tube 1 0 , £OEJ55$£ 

HOI Ofg£ISiIfc L. Z0)mmZ&l1Z*M ?;HK 45.5ju 1 Mx.. *itJJBIHWIIillA*RNA««4.5 

JJr»f[taifcif-f^MRSii(»ti:->-CroyhL R8c (fiajffi, 1997, Vol.25. No.6, 51 

fcH£H2£*t. H2t*t"i3t, RNA3h°-g( 3-519)^^0. Rl^«fi8RteOlvCHCVRNAtf>:i 

tsmtfib*) (fflw«ao.99o). ±jeim 03+. u. it. 2a, 2b. ib 



( 6 ) 1 1-1 0 3 8 9 9 

9 1 0 

[00 25103 J: 3 1. * [0027] 

[0026] E*|tf>*3 : 3 7 

[ ftm<Vftm 3 *«MBt= i 0 . H C V £ S!ggT'J£ii ffi^S : 

jm 

CCCCCCCTCC CGGGAGAGCC ATAGTGGTCT GCGGAAC 37 

[0028] : 2 xmm. •. mm 

smn&z : 1 7 mo 
mm 

CGGGAGAGCC ATAGTGG 17 
[0029] : 3 *E?IJC0S : t$M 

: 3 9 * 

m 

CCTATCAGGC AGTACCACAA GGCCTTTCGC GACCCAACA 39 

[0030] mnm : 4 awmm. ■. mm 

BM<7)&Z : 1 9 & 

AGTACCACAA GGCCTTTCG 19 
[003 1 ] E*J*^ : 5 ♦le^JcOM : W8L 

mmn&a •. 4 1 ♦ 
BH 

CCATAGTGGT CTGCGGAACC GGTGAGTACA CCGGAATTGC C 41 

[oo3 2]e^j#-^:6 *mn<m:im 
: 2 1 * 

CTGCGGAACC GGTGAGTACA C 21 

immmttemn *v*>RNA*»eLfc»£fcU3tt4. «ft3t««o3Sfb&* 

[Hi ] *»»0*ffitcJ: 9 , «WHJaCH«t»<0HCV 30 BHifcaifclH 7;l*fc«O0ra*jj*$-@rca4. 

SfiaoSHt^WffiS^rH^fcS. fc«k 0S^LfcHCV<ORNA<O3t-3R«fflBTO»t 

[02] 4HlttMtttt£OV >T H C V<9 R N AC03 1- & . 




PCRHIftttOHCV RNAfflae-ft ABfflWB 



(8) 



ISIffPl 1-1 038 99 



[03] 



mm 



llllMflllllMIIIIIIIMiiM Mllllill^l«l!|- 



llinii ■!lllliii!llllii^lillli l!lll!iiaillMi 



■mini wm eMiiiiWMwr'MiiniiiMiiiiii 



iitiil '5ij|!i:i iSiiiii'SiiSSiEltiiiii-itiM iii 




10» 10* ID' io« 10* 
flRT-PCR (ae-fc/SOdl) 



(72) h% mi 



